. Antibacterial activity of the (a) concentrated and desalted protein fraction from the culture supernatant obtained after batch cultivation of immobilized Geobacillus sp. ZGt-1 cells; and (b) concentrated and desalted Mueller Hinton broth (negative control), tested by the spot-on-lawn method. Fifty microliters of the samples were spotted over a layer of soft Mueller Hinton agar seeded with G. stearothermophilus strain 10 in two separate Petri dishes. The antibacterial activity was observed only in the case of (a). 
. Antibacterial activity of the (a) concentrated and desalted protein fraction from the culture supernatant obtained after batch cultivation of immobilized Geobacillus sp. ZGt-1 cells; and (b) concentrated and desalted Mueller Hinton broth (negative control), tested by the spot-on-lawn method. Fifty microliters of the samples were spotted over a layer of soft Mueller Hinton agar seeded with G. stearothermophilus strain 10 in two separate Petri dishes. The antibacterial activity was observed only in the case of (a). Figure S2 . Antibacterial activity of the concentrated and desalted protein fraction after heating at 70 °C for 30 and 45 min, and at 80 °C for 10 and 15 min. Fifty microliters of the samples were spotted over a layer of soft Mueller Hinton agar seeded with G. stearothermophilus strain 10. Figure S3 . Analysis of the antibacterial activity of the desalted protein fraction isolated from the culture supernatant produced by Geobacillus sp. ZGt-1 at 60 °C. The test organism was G. stearothermophilus strain 10. (a) Gel image of the SDS-PAGE separated protein fraction. Lane 1: Precision Plus Protein All Blue standards; Lane 2: Desalted protein fraction; (b-d) Plates representing the results of three independent assays; in each assay, the treated gel strip was placed in a Petri dish and covered with soft agar layer seeded with strain 10 and incubated at 60 °C. White arrows point to the inhibition zones produced due to the antibacterial activity of the protein fraction. The inhibition zone corresponded to the 15-20 kDa range in all the replicates. Geobacillus sp. MAS1, 10: Geobacillus sp. WSUCF1, 11: Thermus sp; * ,b The gel area that showed the inhibition zone against G. stearothermophilus was excised and divided into three gel samples, 1, 2, and 3, with each sample analyzed separately. Proteins identified fulfill the following requirements: significant peptide ≥5, protein score ≥200, and peptide ion scores ≥20.
